Liver cancer is one of the most common malignancies around the world and one of the major causes of cancer related mortality. The objective of this study was to evaluate the anticancer effect of the natural compound psilostachyin-A on 5-fluorouracil-resistant human liver carcinoma cells and its effects on autophagy, cell cycle, caspase activation, and the ERK/MAPK signaling pathway.
Background
The use of plant extracts or plant derived products dates to ancient times. People have used plants for their primary health care needs since times immemorial [1] . Subsequently, phytochemicals have attained the attention of researchers around the world for their health promoting benefits. Different traditional systems of medicine utilize plants for the treatment of deadly diseases [2] . Plants have the capability to synthesize diverse chemical scaffolds for their own defense. These metabolites are known as secondary metabolites [3] . Sesquiterpene psilostachyin-A is a sesquiterpene lactone and is believed to exhibit tremendous pharmacological potential [4] . Sesquiterpene lactones are considered potent anticancer agents and many sesquiterpene lactones have been studied in clinical trials [5] . Nonetheless, there is not a single report on the anticancer activity of the sesquiterpene lactone psilostachyin-A against the liver cancer cells. This study was therefore undertaken to investigate the anticancer effects of psilostachyin-A against 5-fluorouracil-resistant human liver carcinoma cells and the underlying mechanisms for these anticancer effects of liver carcinoma cells. Liver cancer is a fatal malignancy and believed to be the second prevalent cause of cancer-related mortality worldwide [6] . The liver cancer incidence has remarkably increased over the last few decades, and the identification of novel chemotherapeutic agents are urgently needed [7] . Herein, we, for the first-time, report that psilostachyin-A selectively targets cancer cells via induction of autophagy and G2/M cell cycle arrest. One of the important features of psilostachyin-A is that it can inhibit the invasion of the HepG2 cells. Although a lot of progress has been made with regard to development of anticancer drugs, these drugs have limited curative tendencies, which poses a clinical obstacle in treatment. This limited curative tendency is mainly due to the development of multidrug resistance induced by conventional anticancer drugs. It has been reported that multidrug resistance is mainly due to overexpression of certain efflux pumps, DNA damage repair, autophagy induction, etc. [8] . The main objective of this study was to investigate the anticancer potential of psilostachyin-A along with evaluating its effects on autophagy, cell cycle arrest, and the ERK/MAPK signaling pathway. In this study, psilostachyin-A was found to block the ERK/MAPK pathway in a concentration dependent manner. Hence, psilostachyin-A was found to be an important sesquiterpene lactone and exhibited the potential to inhibit the growth of liver cells. We strongly believe that psilostachyin-A might act as an important lead molecule in liver cancer drug discovery paradigms and warrants further studies.
Material and Methods

Cell viability assay
The HepG2 cell line and AML12 cell line were procured from Cell Bank of Chinese Academy of Science (Shanghai, China). The cells were kept in Dulbecco's modified Eagle's medium (DMEM). The HepG2 cells were subjected to treatment with different concentrations (0, 2.5, 5, 10, 20, 40, 80, 160, and 320 μM) of psilostachyin-A and cultured in 96-well plates for 24 hours. Afterwards, 10 μL of Cell Counting Kit 8 (CCK-8, Dojindo Laboratories, Kumamoto, Japan) was added to the culture plates, and the plates were incubated for 2 hours at 37°C in humidified 95% air, and 5% CO 2 . The absorbance was measured at 450 nm using a microplate Reader (Bio-Rad, Hercules, CA, USA).
Colony formation assay
The method of Gupta et al. [9] was used to assess the effects of psilostachyin-A on the colony forming potential of the HepG2 cells. Briefly, the HepG2 cells were subjected to treatment with psilostachyin-A (0, 12.5, 25, and 50 μM) for 24 hours. Following this, the HepG2 cells were then seeded in the 6-well plates and incubated at 37°C for 1 week. The colonies so developed were stained with crystal violet (0.1%) and counted under an inverted microscope (Olympus Corporation, Japan).
Cell cycle analysis
The HepG2 cells treated with 0.25% trypsin were centrifuged at 1000 rpm for 5 minutes to remove the DMEM medium. The cells were washed with phosphate-buffered saline (PBS), then the supernatant was discarded, and the cells were collected simultaneously. They were washed twice with ice cold PBS and fixed in 80% ethanol at 4°C overnight. After washing 3 times with PBS, the cells were suspended in 0.1 mg/mL propidium iodide (PI) at 37°C for half an hour without light. Cell cycle was detected by FACS Calibur flow cytometer (BD Biosciences, USA) and expressed as the percentage of cells in each phase of the cell cycle.
Transmission electron microscopy
The HepG2 cells were treated with psilostachyin-A at the concentrations of 0, 12.5, 25, and 50 µM concentrations of psilostachyin-A. A solution of 4% glutaraldehyde and 0.05 M sodium cacodylate was then used to fix the cells. This was followed by post-fixation in OsO4 (1.5%), and then dehydration in alcohol. Afterwards, the cells flat embedded in Epon 812 and finally observed under JEM 1010 transmission electron microscope (JEOL, Peabody, MA, USA). 
Transwell assay
The effects of psilostachyin-A on the invasion ability of HepG2 cells was determined by Transwell chambers (8 mm pore size, Corning, NY, USA) with Matrigel (Millipore, Billerica, USA). Around 200 mL HepG2 cell cultures were placed onto the upper chambers and only medium was placed in the bottom wells. After 24 hours of incubation, the cells were removed from the upper chamber and the cells that invaded via the chambers were subjected to fixation with methyl alcohol and subsequently stained with crystal violet. Inverted microscope was used to count the number of invaded cells at 200× magnification.
Western blot analysis
The HepG2 cells were then lysed in lysis buffer containing the protease inhibitor. Around 45 µg of proteins from each sample were subjected to separation 10% and followed by transferring it to polyvinylidene difluoride (PVDF) membrane. Next, fat-free milk was used to block the membrane at room temperature for 1 hour. Thereafter, the membranes were treated with primary antibodies at 4°C for overnight. Subsequently, the membranes subjected to incubation with secondary antibodies. Finally, the signal was detected by Odyssey Infrared Imaging System. Actin was used as control for normalization.
Statistics
The results are presented as mean ± standard deviation values from 3 independent experiments. Differences between the groups were examined by Student's t-test using SPSS 17.0 software (SPSS, Inc., Chicago, IL, USA). P<0.05 was considered to indicate a statistically significant difference.
Results
Psilostachyin-A suppressed the proliferation of liver cancer cells
To find out if psilostachyin-A suppressed the proliferation of the HepG2 cells, the CCK-8 cell viability assay was performed. It was revealed that upon treatment with psilostachyin-A ( Figure 1A ) the proliferation rate of 5-fluorouracil-resistant HepG2 cells was remarkably decreased. An IC50 of 25 µM was observed for psilostachyin-A against the HepG2 cells ( Figure 1B) . However, the effects of psilostachyin-A were comparatively lower against the normal AML12 hepatocytes which showed a higher IC50 value.
Psilostachyin-A suppressed the colony formation of liver cancer cells
The colony formation assay was performed to assess the effects of psilostachyin-A HepG2 colony forming potential. The HepG2 cells were treated with 0, 12.5, 25, and 50 µM and incubated at 37°C for 1 week. It was found that the psilostachyin-A suppressed the colony development potential of the HepG2 cells in a concentration dependent manner ( Figure 2 ). As the concentration of psilostachyin-A was increased, the potential of the HepG2 cells to form colonies decreased.
Psilostachyin-A induced autophagy in the HepG2 cells
Electron microscopic analysis of the psilostachyin-A treated HepG2 cells showed that psilostachyin-A caused the development of the autophagosomes in the HepG2 cells (Figure 3) . The frequency of autophagosomes in HepG2 cells was increased with increase in the concentration of the psilostachyin-A. Moreover, psilostachyin-A caused increase in the expression of LC3B-II as well as the Beclin-1 expression. However no significant changes were observed in the expression of LC3B-I in the HepG2 cells (Figure 4 ).
Psilostachyin-A induced G 2 /M arrest of the HepG2 cells
The distribution of the psilostachyin-A treated HepG2 cells was determined by flow cytometry. The results showed that psilostachyin-A caused remarkable increase in the percentage of the HepG2 cells. The percentage of the HepG2 cells was found to be 12.5%, 41.3%, 67.1%, and 72.5% at 0, 12.5, 25, and 50 µM concentrations respectively of psilostachyin-A, which was indicative of G2/M arrest of the HepG2 cells ( Figure 5 ). Western blot analysis revealed that psilostachyin-A caused a decline of cyclin B1 and CDK1 expression in a concentration dependent manner ( Figure 6 ). 
Psilostachyin-A inhibited invasion of the HepG2 cells
The effects of psilostachyin-A at the concentrations of 0, 12.5, 25, and 50 µM on the invasion of the HepG2 cells were observed by performing the Transwell assay. The results showed that psilostachyin-A suppressed the invasion of the HepG2 cells in a dose dependent manner (Figure 7 ).
Psilostachyin-A inhibited the MAPK/ERK signaling pathway in HepG2 cells
The effects of psilostachyin-A were also investigated on the MAPK/ERK signaling pathway and the results of the western blot analysis showed that psilostachyin-A inhibited the phosphorylation of p38 and ERK in a dose dependent manner ( Figure 8 ). Nonetheless, no effects were observed on the total MAPK and ERK pathway. 
Discussion
Liver cancer is one of the fatal malignancies responsible for significant number of human deaths [10] . The prevalence of liver cancer is increasing constantly and is expected to increase enormously in the years to come [11] . Compounds of plant origin have amazing potential to curb the growth and development of cancers [12] . Plant derived molecules inhibit the proliferation of cancer cells via different mechanisms such as apoptosis, autophagy and arrest of the cancer cells at different cell cycle phases [13] . Some anti-cancerous molecules block the signaling cascade that is generally aberrantly hyperactivated in cancer cells, and others activate the signal\ling pathways that are generally deactivated in cancer cells [14] . Additionally, molecules of plant origin are considered comparatively safer for human consumption. So, it is imperative to mention that plant derived anticancer drugs might exhibit negligible adverse effects on the overall health of patients [15] . This study was undertaken to examine the anticancer effects of psilostachyin-A against the human HepG2 cells as well as normal human liver cells. It was found that psilostachyin-A suppressed the proliferation rate of the 5-fluorouracil-resistant human liver cancer cells. However, the anticancer effects of psilostachyin-A were found to be specific to HepG2 cells as shown by very high IC50 observed against normal hepatocytes. Moreover, psilostachyin-A also decreased the colony forming potential of HepG2 cells. These observations confirm previous studies wherein many sesquiterpene lactones have been shown to cause a decrease in the proliferation of the cancer cells, for example, sesquiterpene lactone parthenolide has been reported to suppress the growth of renal carcinoma cells [16] . To find out the underlying mechanism for the anticancer activity of psilostachyin-A, an electron microscopic analysis of psilostachyin-A treated HepG2 cells was carried out and we found that psilostachyin-A caused the development of autophagosomes in HepG2 cells, indicative of autophagy. Furthermore, psilostachyin-A also caused enhancement in the expression of LC3B-II and Beclin-1, which was concentration dependent. Previous studies have also shown that sesquiterpene lactones, such as isodeoxyelephantopin, induce autophagy in lung cancer cells [17] . Sesquiterpene lactones have also been shown to cause cell cycle arrest of cancer cells [18] . Herein, we found that psilostachyin-A caused the arrest of HepG2 cancer cells via induction of autophagy. Psilostachyin-A also caused the inhibition in the invasion of the HepG2 cells indicative of the anti-metastatic potential of psilostachyin-A. MAPK/ERK cascade has been shown to be activated in cancer cells and might have therapeutic implications [19] . Herein, we found that psilostachyin-A could, concentration dependently, block this pathway.
Even though a lot of improvements have been made regarding development of anticancer drugs, these drugs have limited curative tendency which poses a clinical obstacle in treatment. This limited curative tendency is mainly due to development of multidrug resistance induced by conventional anticancer drugs. It has been reported that multidrug resistance is mainly due to overexpression of certain efflux pumps, DNA damage repair, autophagy induction, etc. Hence, focus should be reoriented more on exploring the molecular mechanisms behind chemoresistance with an aim to develop novel therapeutic targets and diagnostic biomarkers [20] [21] [22] .
Conclusions
The outcomes of the present study indicated that psilostachyin-A exerts significant anticancer effects on the human liver cancer cells. The anticancer effects of psilostachyin-A are mainly because of autophagy induction and cell cycle arrest. Taken together, psilostachyin-A might be utilized in the development of chemotherapy for liver cancer and deserves further studies.
